Overexpression of a functional calcium-sensing receptor dramatically increases osteolytic potential of MDA-MB-231 cells in a mouse model of bone metastasis through epiregulinmediated osteoprotegerin downregulation

SUPPLEMENTARY DATA
Assessment of cell survival (MTT)
). After stimulation, MTT solution was added to each well at a final concentration of 500 μg/ml for 2 h. Formazan crystals formed by living cells were then dissolved in DMSO and the absorbance was measured at 570 nm.
Assessment of early apoptosis and cell death
Annexin-V-FLUOS staining kit (Roche, #11858777001) was used to evaluate apoptosis. After adequate treatment, EV-, CaSR-WT-and CaSR-DNtransfected MDA-MB-231 (100 000 cells/well in 6 well plates) were trypsinized and stained with Annexin-V-FLUOS labeling solution according to manufacturer's instruction. Cells were analyzed using FACS Canto cytometer and FACS Diva Software (BD Biosciences). 
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